Total RNA was extracted from Ishikawa cells using the QIAGEN QIAshredder and RNeasy mini kit (Qiagen, Valencia, CA) according to the manufacturer's protocol. Deoxyribonuclease (DNase) treatment was performed on-column using a ribonuclease-free DNase Kit (Qiagen) according to the manufacturer's instruction. Samples were quantified by Nanodrop ND-1000 (Thermo Scientific, Wilmington, DE) spectrophotometer and purity was analyzed by the 260:280 absorbance ratio. Quantitative real-time reverse transcription-PCR (QRT-PCR) was performed on isolated RNA by using the 7900HT sequence detection system and predesigned primer/probe sets from Applied Biosystems (Foster City, CA) according to the manufacturer's instructions.
used to identify differentially expressed probes. Gene lists were generated from the average of three biological replicates from each hormone treatment by selecting probes that were significant at p < 0.01 as determined by ANOVA.
Whole cell lysates
Cells grown in vitro were washed twice with ice-cold PBS, treated with 350 µl radioimmunoprecipitation buffer with the addition of protease inhibitor cocktail tablets (cOmplete Mini, EDTA-free, Roche, Indianapolis, IN), scraped off the plate, and rotated at 4 o C for 30 min. Cellular debris was removed by centrifugation at 13,200 rpm (16,100 relative centrifugal force) for 20 min in a tabletop Eppendorf 5415R Centrifuge (Eppendorf International, Hauppauge, NY) at 4 o C and supernatant collected. Protein concentration was determined using a BCA protein quantitation kit (Pierce, Rockford, IL). Sample buffer (5X) was added to samples containing 40 µg of protein, heated to 95 o C for 5 min, and separated on a 10% ReadyGel Tris-Gly gels (Bio-Rad, Hercules, CA). Proteins were then transferred onto a nitrocellulose membrane. Membranes were blocked for 1 hr with 10% skim milk in TBST (Tris-buffered saline with 0.1% Tween 20). Immunoreactivity was visualized by incubation with a mixture of goat anti-rabbit Alexa® Fluorophore 680 conjugated (Molecular Probes, Carlsbad, CA) and goat antimouse IRDye 800 conjugated secondary (Rockland Immunochemicals, Gilbertsville, PA) antibodies for 1 hr at room temperature and scanned on the Odyssey LiCor imaging system.
Chromatin immunoprecipitation assay
Briefly, cells were plated in 150-mm dishes in RPMI Medium 1640. After 24 hr, growth media was replaced with phenol red-free RPMI 1640 containing 5% charcoal dextran treated (stripped) FBS. The cells were grown for an additional 24 hr before treatment with either vehicle, 100 nM Dex, 100 nM Gen, or 100 nM Dex and 100 nM Gen for 1 hr. The cells were fixed in 1% formaldehyde and harvested in lysis buffer containing protease inhibitors (cOmplete Mini, EDTA-free, Roche, Indianapolis, IN). The nuclear contents were then sonicated using a Branson Sonifier 150 at setting 4 with 10-sec pulses, four times on ice. Sheared chromatin was precleared with rabbit IgG and protein A agarose/salmon sperm DNA. After elution of protein:DNA complexes and DNA purification, PCR analysis was performed on immunoprecipitated and input DNA. The fold change valued determined by microarray for each gene is listed below each treatment.
N/A indicates that the gene was not found to be significantly regulated by treatment in the microarray. Table S1 . Chromatin Immunoprecipitation Primers.
Locus
Primer 1 Primer 2 GRE 1919-1794 5'-GCTCAGAGACTTTGTGCGTATTTGG-3' 5'-AGGCTTGATCAGAGAGGTTTG-3' TSS 5'-AAAGCCCGGTACAGGACTCCATTTG-3' 5'-ACCTCGTATGTCACAAACTCCACG-3' IL-8 NFkB 5'-AGTGTGATGACTCAGGTTTGCCCT-3' 5'-TCCTAGAAGCTTGTGTGCTCTGCT-3' TFF1 ERE 5'-TGGGCTTCATGAGCTCCTTCCCTT-3' 5'-GATTCATAGTGAGAGATGGCCGGA-3' a The score is a measure of the number of focus genes in a network. 
